Materials. Oligonucleotides and their 5'-hexamethyl aminolinker derivatives were obtained from IDT (Coralville, Iowa) and radiolabeled as indicated under standard conditions with [γ-32 P]ATP and T4 polynucleotide kinase. Oligonucleotide conjugates were synthesized by coupling N-hydroxysuccimidyl esters of the quinone methide precursor (QMP, 3-(4'-t-butyldimethylsilyloxy-3'-acetoxymethyl-phenyl)propionate) and diphenyl acetate (φ φ φ φ 2 ) alternatively to oligonucleotides containing a 5'-aminolinker as described previously.
. Deprotection of DNA Conjugates and Subsequent Formation of Their Self-Adducts. Ω2-AAA, 1.1 µM) in 100 mM MES, 100 mM NaCl pH 7 was generated in situ by addition of 100 mM KF. (A) To assess the efficiency of target alkylation, incubation was maintained under ambient conditions for 24 h to form the self-adduct. The target strand 5'-[ 32 P]-d(AGGAGGAGGTGG AGGAGGAGAGCGTCAG) ([ 32 P]-erb2-CAG, 1.0 µM, 90 nCi) was then added at 0 h and incubated under ambient conditions for the indicated times. (B) To assess the stability of the QM adduct for subsequent alkylation, samples were pre-incubated after KF addition for the indicated times before [ 32 P]-erb2-CAG (1.0 µM, 90 nCi) was added. These samples were then incubated for an additional 96 h. All reactions were analyzed by denaturing 20 % (7 M urea) polyacrylamide gel electrophoresis. Product yields were estimated by the conversion (%) of target strand to its alkylated derivative using phosphoimagery and ImageQuant software. Ω2-CCC, 1.1 µM) in 100 mM MES, 100 mM NaCl pH 7 was generated in situ by addition of 100 mM KF. (A) To assess the efficiency of target alkylation, incubation was maintained under ambient conditions for 24 h to form the self-adduct. The target strand [
ESI-MS (M-
32 P]-erb2-CAG (1.0 µM, 90 nCi) was then added at 0 h and incubation was continued for the indicated times under ambient conditions. (B) To assess the stability of the QM adduct for subsequent alkylation, samples were pre-incubated after KF addition for the indicated times before [
32 P]-erb2-CAG (1.0 µM, 90 nCi) was added. These samples were then incubated for an additional 96 h. All reactions were analyzed by denaturing 20 % (7 M urea) polyacrylamide gel electrophoresis. Product yields were estimated by the conversion (%) of target strand to its alkylated derivative using phosphoimagery and ImageQuant software. Ω2, 1.1 µM) in 100 mM MES, 100 mM NaCl pH 7 was generated in situ by addition of 100 mM KF. (A) To assess the efficiency of target alkylation, incubation was maintained under ambient conditions for 24 h to form the self-adduct. The target strand [
32 P]-erb2-CAG (1.0 µM, 90 nCi) was added. These samples were then incubated for an additional 96 h. All reactions were analyzed by denaturing 20 % (7 M urea) polyacrylamide gel electrophoresis. Product yields were estimated by the conversion (%) of target strand to its alkylated derivative using phosphoimagery and ImageQuant software. Figure S9 . Efficiency and longevity of a self-adduct lacking a hairpin structure prior to alkylation of target DNA. The quinone methide (QM) self-adduct of 5'-QMP-d(ACGCTCTCCTCCTCCACCTCC ) (QMP-OD5, 1.1 µM) in 100 mM MES, 100 mM NaCl pH 7 was generated in situ by addition of 100 mM KF. (A) To assess the efficiency of target alkylation, incubation was maintained under ambient conditions for 24 h to form the self-adduct. The target strand [
32 P]-erb2-CAG (1.0 µM, 90 nCi) was added. These samples were then incubated for an additional 96 h. All reactions were analyzed by denaturing 20 % (7 M urea) polyacrylamide gel electrophoresis. Product yields were estimated by the conversion (%) of target strand to its alkylated derivative using phosphoimagery and ImageQuant software. Ω2 (1.1 µM) in 100 mM MES, 100 mM NaCl pH 7 was initiated by addition of 100 mM KF in the presence of the indicated equivalents of an alternative target containing 3 mispaired nucleotides in the center of the duplex, 5'-d(AGGAGGAGGTGGCAAAGGAGAGCGTCAG) (erb3-CAG). (B) Alkylation of the mismatched target [
32 P]-erb3-CAG (1.0 µM) by the conjugate QMP-Ω2 Ω2 Ω2 Ω2 (1.1 µM) in 100 mM MES, 100 mM NaCl pH 7 was initiated by addition of 100 mM KF in the presence of the indicated equivalents of the fully complementary alternative target erb2-CAG. All samples were incubated under ambient conditions for 96 h and then analyzed by denaturing 20% (7 M urea) polyacrylamide gel electrophoresis as described above. Ω1-CAG, 1.1 µM) in 100 mM MES pH 7 was generated in situ by addition of 100 mM KF and incubation under ambient conditions for 24 h. The target strand 5'-[ 32 P]-d(AGGAGGAGGTGGAGGAGGAGAGCGTTT) ([ 32 P]-erb1-TTT, 1.0 µM, 90 nCi) was then added at 0 h and incubated under ambient conditions. At the indicated times, samples were analyzed by denaturing 20 % (7 M urea) polyacrylamide gel electrophoresis. Product yields were estimated by the conversion (%) of target strand to its alkylated derivative using phosphoimagery and ImageQuant software. Ω2-TTT, 1.1 µM) in 100 mM MES pH 7 was generated in situ by addition of 100 mM KF and incubation under ambient conditions for 24 h. The target strand 5'-[ 32 P]-d(AGGAGGAGGTGG AGGAGGAGAGCGTGGG) ([ 32 P]-erb2-GGG, 1.0 µM, 90 nCi) was then added at 0 h and incubated under ambient conditions. At the indicated times, samples were analyzed by denaturing 20 % (7 M urea) polyacrylamide gel electrophoresis. Product yields were estimated by the conversion (%) of target strand to its alkylated derivative using phosphoimagery and ImageQuant software.
